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JHHttttttH? (HGF) tt, ailfc^TWjft^S^n^^^^ 
'<**-C** 0 HGFIic-Met/HGF^;^n>^ a ^ v>f 

[0 0 0 6] 

^^^^7>F^ot, ±«©HGF#c-Me t/HGF§»:^ 
*1Wtt«t5Xlt6#M) o NK4li, i©H G F T > 9 =T- X h ffiftfc J: 9 , 
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*B* mmmK*l**wm&D#m (The role of adjuvant therapy f 
or pancreatic cancer) J , M^, Kni „ DD ^ (Hepatogastroente 
rology) , 2 0 0 1^ * 4 8*, *4 0f, p. 9 5 3 - 9 5 6 

[*4HRdR 2 ] 

S^fca-rf* (Cienfuegos JA) , DM* * v y -^K*»**#*ft*t 
(Analysis of intraoperative radiotherapy for pancreatic car 
cinoma) J , 3 ^eT>yt-t^n-y*W.,n^ (Eur J Surg 
Oncol.) , 2000^, SS26-Afc x S13-15 

mmwfxm 3 ] 

-KtTOffiS^-^ f ^ t LT ^ #J (HQr in 

lung morphogenesis and tumor invasion: role as a mediator in epithelium 
-mesenchyme and tumor-stroma interactions) , tt>W^?^r> 

K7r-73n^ (Cancer Chemother. Pharmacol.) , 1996^, ^38^Suppl 
, S42-7 

(Jiang. W.G et al.) , HGF/^ + t^-H?, «tc*tt 
ftftfe ft**** (HGF/scatter factor, its molecular, eel 
lular and clinical implication in cancer) , 1999^, ^'Jf^;VHfa- 

r/3D ^ A7FD ^ (Crit ' R ^ Oncol. Hematol.) , ft29* % p 209-24 
8 

&mt> (DateK. et al.) , HGFT^^ hONK 4 t :U^» 
OWWW (Inhibition of tumor growth and invasion by four-kringle anta 
gonist (HGF/NK4) for HGF) , 1998*, (0ncogene) % * 

23-^\ p3045-54 

Ce, (Parr C, et al.) . HGF/SFK J: * y >* 
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\ZtlZ> (The HGF/SF-induced phosphorylation of paxillin, matrix adhes 
ion, and invasion of prostate cancer cells were suppressed by NK4, an HG 
F/FS variant.) > 2001^, 5 fc/Wt-f *y j Vii)VV ^-^-n ^ 

^va> (Biochem. Biophys Res Commun.) , H285^ |l5-i§\ pl330-7 

(KubaK., et al.) N HGFO? 'J >^*;W-4(i. h^JMr±&*Mfc 
WMtmZttmmtZ (kringle 1-4 of HGF inhibits proliferation and mi 
gration of human microvascular cells.) N 20003^ /*>f Or>r ^ IjAsjH y 
r^;nJt-f3U-Nya> (Biochem. Biophys Res Commun. ) , £27 
9^ m^r, p846-52 

^WVRKk (JainRK., et al.) , mMMBK&if&mMBm (Barriers t 
o drug delivery in solid tumors) „ 1994^. t^fx>f^ 7^ >^ 7 ^ A 
y (Sci Am.) „ #271^ 05-§\ p498-504 
[0 0 13] 

mwtmikLJ: 9 t-rzmmi 
mmsmmM. Jamaica. mn&ttitm&*v9mftm*irt-zNK4* 
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( 1 ) BB^J#-^ : 1 £ L < te@e?iJ#-5§- : 2 $ ti2>i&mW.m & D N 
AXIiBHI** : l £ L < \*mm^ : 2-C*$*L*«a6K?d^-t-*DNAi: 

(2) njKttnuufcfflfla, ^nii. mmmmx&& z. t*m®. 

(3) mmvt?>s*?m\ ^7-r>x&z>zt*!$ffitt~?z>mm (D 

Xtt (2) £|BttO«HJ&^frS*!U 

ib (i) ~ (3) <o\*>?frfri,z&m<Dmm&&wmk 
(5) ^^m^T^^ch^^t-r^ffiB (d - (4) <d^ 

*tmt-t&im (5) niBmo«^»j, 

(7) tB&x.fm***-*'^ TTsmftVJJUX (AAV) , Hn^ 

-i^X (HIV) „ -b>r-r *>f;KX % ji?'*?^ > _ / sf_^ 7 ^ ;l/ ^ ( EBV ) 
% 7^>-T^>f jK 1 ;*^ v>tr^^^;vx, SV4 0££f£;7 9 

K-efc&nufs (6) t-iBm^m^»j N 

(8) @e^J#^-: 1 £ L < : 2T?*$ft«tt*E?«*#f SDN 
AXttE?0#-^: l^L<ii@S^iJ#-^: 2 t^tLSJgg^jfc^&DN A 

*^SLd&it*««i:i-*lrlB (1) ~~ (7) Ov*r*t^tc|B«fl5ttJft-^(r 
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9) cetoik^ X4>Wnfi ( 

i o) ^>v»-r*L^tciE«ojiBJs^r«3sij, 

(12) ww, ^ ^ ^ ^ 

n «* *■*. «, *v*-.r*fc tt „^ * 

J^LT*^ WE U) ~ (13) °»*™****>m***m 

M »!*T: * »«w : 2 ^ D N AXIiE 

12!*? : : i*l< ttE 

(17) «!JaS-Se?!)#-§- • l (±s?raim= • o-*^, 
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ttiDHA ' **«* (b) ■»»»: iXttJTtomuo,^, 

[0 0 1 7] 

«o. l^twawMossc** (lwUEosscW[OM 
^ ft 6 5 «««>*#tt 7 £ t K A 0 H)8r6 4 DNA 

tO 0 1 8] 

■tBoEWV- : i xa 2 r-« « *i*asEn **** D K A t , w r v ^ 
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*B2 0 0 3- 1 6 2 9 4 0 - 

*: 8"«*»i.*MKWKln,»TU!U:«>iu bW5fli% am. #;WSiU g5S . 

r (Molecular Cloning, A laboratory Manual. Third Edition (J. SaArook e 
t al., Cold Spring Harbor Lab. Press, 2001 : BIT, . ?u-- 

[0 0 1 9) 

WftXttfMaSfcfcttafKFdSr^fSDNA^tJi, JMMSCtt, (a) BS 

iXtt2T-*tes^ ffl * E?l j Ct , (014/ . fi2flJaj . W4L<(J j 
« ) o*»#**ufctt«Bj«, (b) m***-. ixt*3-«*,*fc*«» 

H«:iX l t2«tU Wt Utt> l-SOWBK, *9ff*t<Bi~ 10 
«M. SoKSJKBM (1~5» ) ©WMIHllLfcaaBW, (c 

) ixi±2-cigtos^a Jt E ?l j^ 14 ^ (124aJaj . W4L<(J 

. 1~3 0«SS, *9ff*L<Bl~io«M. »6CML<ttM(i 

~5» ) ««MHfc©i»TOs*fcaaBBaK (d) 

**'**«*BS3nj**-*-SDNA**««t»f6 >: h.a, 

PCH«aw, K WAtf , Mutan™-sup 
erEspress Km (*■») , Mutan™- K (£■*> ^fl V>t , 0DA _ U pcRjs g 
apped duplex**, B»k»ltt*«>« Jn o arttJb4v . H ^ 6KWt43Mt 
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I0 0 2 0J 

■ (a) mn**: iXBj«j,mttDi t tt4 DHA) it . a ( 

0-=>*r«« tLTtt , (a) xa (b) »« HUBEWt#i .^ -tD1| 
^ ll4toB "^^- MiWB»»5Xtt6«» 

* ft, »H G FOUEMMu. *v»Tfl#** r J: 

HMWHLfcDNAfrMB mo d e 1 3 9 2 . x *t-* 

[0 0 2 1] 

«WWBv.feft* DNAIt . WWdha^^^ tyk 

- et a,., Pha™ Tech Japan, Vol.8, pp.247, 1992; Vo 1.8, pp.395, 19 92; S 
• T. Crooke et al. ed., Antisense Research and Applications, CRC Press 

***«HK«v. 6< t*DMAtt, x+y^^-«, R N .. efti . 0 , 
*«*: tt W» ft a K , tL t ffl TAA, TAGJ^tg,^,, 
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CO 0 2 2] 

* * ***** «w^v " 

C0 0 2 3] X ° 

*W«v.r*. 

*£J. Mo.. B ,ol.. 53, 154 (1970)], DEAE^^,^. 

166 0982)], <>e hn ,i yir -v>rmp . , ffilScience ' 215 ' 

581 (197,)! ,w , ^"^*[Proc. Natl. Acad. Sci., USA. 72. 

581 (1975)], »-f**^,- WCeIIt 37> 10M (19g4)L v ^ Q ^ y 

**>.>*[&p. Cell. Res.. 153. 347 (1984)], xw nD ^, 3ys 
, 1 W- ^ [Pr ° C - NatL ^ &i - USA ' «• ™ (1987 

, mmm6 3 _ 2 4 8 3 9 4 2i Gene> 

Molecular « teneral Ge„ etics , 168 , m (W)]KBte5WW|j 
CO 0 2 43 

**mKM»***mmi**<„^ mx^m^ (a) x « ( 
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-«TS(cjtM+* c t let >>stm?z, ;t#T| & 0 

[0 0 2 5) 

«*«W^-fcLTtt, ttWWMU', pC R 4 

PCR2. 1, pBR3 2 2, PBR3 2 5, pUC12. pUClSW,* 
»ft*«^*,K, « Alf , p UB 1 1 0, pTP5, pC194W » 
«K. PSHH.pSHHW, 

^•J*7r-y, r?y»^*^ (AAV) % 

**, -.^X^**, HUt-A^S-fA,* u>T* 

<»* (HIV) , t^****, *rx*4>-„-*4»x (EBV) 
- ^^T^**, -»^*4W, SV4 0*^ 

*<f pAl-ll, P XT1, pRc/CMV, pRc/RSV, 

PcDNAI/NeoM^ns, tti, *MtJ| W „. tLt 

a, Mw«tu, Hn WM , rr/wfMM (aav) xat 

[0 0 2 6J 

TirV ^AKtf«*OASa*qf ftt * # , «BTttJBL< tt 59 
^7W« MtMt » £iw , Lw< W^WB, Maw 

iO 0 2 7] 

-f ***** Lv>, 7f; M , <it „ 

** £t4 ** U, « **' «^ffl«*a^LTJ:<, »tCE3ffi« (W095 
/0 2 6 9 7) , E2W (W09 4/2 8 9 3 8) , E4ffl« (W09 4/2 
8 152, W09 4/1 2 6 4 9, WO9 5/0 2 6 9 7) X<tmiXiS* L 1 
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«W»Wll-5 I 4 8 6 6,IMffll-50 6 3 1 1 > « ff 9-5 

0 0 5 2 4, WW8-5 0 1 70S.1MPF8-6 0 8 6 4 8XIMHW8- 
3 0 8 5 7 S^Krasftfca*****^,.^^ 

[0 0 2 8J 

(MWESV) , MPSV, 

. <MM*rn.>^ (smv) , Bffl» MW> M7 - /MM4) 
jSV4 0) , 7V^7^W»o MwrMW#6Jli?nJe ^ 

o 

10 0 2 9] 

-****1«EHfcLTtt, ^-^^ ^^KE 

*u x.,> f , -**mr*zt****» 

[0 0 3 0J 
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! " t * W4 LTW ' «*«MHN««* W l:il < HGF • 

J. Biol. Chem., 264, 17619 (1989), P r0 c. Natl. Acad. Sci U 
SA, 86, 8227 (1989), Genes Develop.. 4, 1288 (1990), SMT5 -3 3 6 9 
6 3, WO9 4/23 0 2 1f CS « WSW?)}l ^ 
[0 0 3 1] 

CO 0 3 2] 

* C ' CH ° (DHFR -) •Mv.TDHFR«T tiBtT 
10 0 3 31 

ZT^iT™****^ * ±tt (l 9 9 6K »** 

*****MWIW*Wfc *±« (1 9 9 7) ♦ 1 : Et , )lTvli 

o 

iO 0 3 4] 
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*«ICOS-7 v V.ro, ft^-X^«-,, fiCH0 (£lT , CH 
, CHO (dhf r-) , VWHEBALB/3T3, v?*L 

Mu ^MAtT-20, mcnrat „ 

12, 316 (1994) ], v**N I H 3 T 3M«*#tr*MnWfeWi 

U«»«ft«tt 73 > 7 ;^> Heft* * TJMIU «e* 2 ~ 3 mi « U 
BW-aiSt LtWSft, *JMHJ«tiLTIv»iCi :4 t 
Witt, ^OMCOMBCXtt^AftWOHItJBw.***.: 

o*w*lw. 7-,-r-w*-**. Wjttf[ UedaM> TOepo 

tenfal of Oral mucosal cells for cultured epithelium: a preliminary rep 
ort. Ann. Plast. Surg., 35 (5), p498-504(1995)], TRheinwald JG, Serial 
cultivation of strains of human epidermal kerationocytes: the formation 
of keratinizing colonels from single cells.. Cell., 6 (3), p331-343 (197 
5)J*KffioTJ;v>„ 
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WM 2003-162940 ^- y • x 

[0 0 3 63 

xyxVtTIIOMWt LT(i N Escherichia coli K 1 2 • DH 1 CPro 
c. Natl. Acad. Sci. USA, 60^, 160 (1968)] , J M 1 0 3 [Nucleic Acids R 
esearch, 9*. 309 (1981)] , J A 2 2 1 (Journal of Molecular Biology, 12 
0*. p517 (1978)] . HB 1 0 1 [Journal of Molecular Biology, 41*. p459 

(1969)] , C 6 0 0 [Genetics, 39fc, 440 (1954)] , DH5« [Inoue, H. , 
Nojima, H. and Okayama, H. , Gene, 96, p23-28 (1990)] % DH1 0B [Proc. 

Natl. Acad. Sci. USA, 87^, p4645-4649 (1990)] *j&*fflv><b;fc* 0 
*WmtLXi±, mx.lt. Bacillus subtilis MI 1 1 4 [Gene, 24^, 255 ( 
1983), Journal of Biochemistry, 95#, 87 (1984)] **»fflv^*L* 0 fcf 74 
X**fcLTt±, MxJfBifidobacterium longum, Bifidobacterium bifidum, B 
ifidobacterium breve****? fetL*. %WmtLXi±, MtLlfy? 
m (Lactobacillus) , * hV:/h a y (Streptoccoccus) , D^nyx 

I?** (Leuconostoc) , (Pediococcus) WWTbtiZ 

o 

J&ftb LTii, Mx-JfSaccharomyces cerevisiae AH2 2, AH 2 2 R ~ 
N A 8 7 - 1 1 A, D KD- 5 D, 2 0 B - 1 2 , Schizosaccharomyces pombe 
NCYC1 9 1 3, NCYC 2 0 3 6, Pichia pastor is«JWBv>&*L* 0 
[0 0 3 7J 

(Spodoptera frugiperda cell I S f flft) , Trichoplusia niO* 
•S*OMGlifi, Trichoplusia niOSPSfcOHigh Five™ «A % Mamestrab 
rassicaefi5fc<^Ifl&££(iEstigmena acreafiSfcOjjSfflJJ&JS: if^v^f, ti% 0 4 
^#BmNPVO^ SA««fblUk (Bombyxmori N; BmN«) ft 
*Wlv»e,*L* 0 f£ S immtLXit, mx.it, S f 9IB (ATCC CRLmi) > 
S f 2 lfflft (m± % Vaughn, J.L. >f > • ? V # (In Vivo) ,13, 213-217, 
(1977)) *if^v>(,^ 0 
[0 0 3 83 
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n 263-267 (1995) MmUMf) - .Virology, 52#, p456 (1973) 

^^VtrSilKDNA^XnKtt, P roc . Natl. Acad. Sci 

«SA, 69#, 2110 (1972)*, Gene, 17*, 107 <1982)*CE*0*ttK*„ T 
fr^Cfc*^.**. ^^^«»**« faW - iKtt , WxUf, Molecular * Ge 
neral Genetics, 168%, 111 (1979)# ( rfe«o SffiKftoT# ^ - f 

o 

[0 0 3 9] 

^ DNA ^ Methods in Ecology, 194#, pl82-187 

(1991) , Proc. Natl. Acad. Sci. USA, 75% p!929 (1978)*C B «o* ttr 

* AH% w;ttf< Bio/Techno logy, 6^, p 47-55 (1988 

[0 0 4 0J 

*WJtt, HK4t a -Pt*DBAt*WUtit| i( 
^ItK*******^ t KioT> ^^^^ 
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mM2 0 0 3-1 6 2 9 4 0 
10 0 4 1 J 

[0 0 4 2J 

LT '^ ** fi ^ * ' J *™* " f * (taitted-type VICRYL™ ae 
sh.Ethicon, Inc., New Jersey) ***tfa c t#t.g 4o 

0 4 3 J 

***T*<«a.iv». *W»«*tLTtt, 
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#112 0 0 3- 1 6 2 9 4 0 
[0 0 4 4J 

[0 0 4 53 
10 0 4 6] 
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, NK4^n- K1-*DNA*#i*««ftt5ttTtiv» 0 
Ofi±ifi^O*^tt* * #gr L T , mm K £ D N A *** A §tiT^it 

[0 0 4 7] 

> m5~-2 0%<DMtiMr*M (FBS) Sr^trMEM** [Science, 122*, 50 
1 (1952)3 , DMEM^i [Virology, 8*. 396 (1959)] , RPMI 16 4 0 
** [The Journal of the American Medical Association, 199*, 519 (1967) 
K 1 9 9 mm [Proceeding of the Society for the Biological Medicine, 7 

sm, i (i960)] «wBv>&*L&. mmzmm-tzm^ ***£*it«pH<2 
* iH-st^^tm L^ 0 nmttmitm3 o°c~4 o°c^mi s-e o 

[0 0 4 8] 

^*1§rtrM 9 [Miller, Journal of Experiments in Molecular Genetics, 4 
31-433, Cold Spring Harbor Laboratory, New York, 1972] m&tfrt L^ Q N 

fc#T**o «±#x»/*'jt7«10W, 1 5~4 3°CT^3 

Xif ^ 30-40 tJ-Cft 6-24 ftmffv*. J; 9 
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#®2 0 0 3 - 1 6 2 9 4 0 
, , (Burkho.der) CBostian> R , 

Zm«Zl Nat1 ' ACad ' USA ' 81 *- "=330 (1984) ) 

« t Lrtt> Grace . s Insect 

Nature, 195% 788 (1962) JfcSWMtL* °" 
[0 0 5 0] 

"*i-*DNAK»- K 5 «,^ mcT> HGKmtf-.J 
[0 0 5 1] 

«Ntt , ^ ***** ******** 
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V- (Methods inEnzymol.) , 194 (1991), HKg^SUtt • X 

WW* ^±tt(1994)*tC|B«Sttfe^^ 0 Tff ^ - fc*»^S*o 
[0 0 5 2] 

t § , AttJft&frDfl* OjBBJftt»^Ji.ft < N K 4 * £ £ § & 

& i K X *) , ffOi^gf^ffH £ EfclL-t * £ -e # * o 

> K J: OJttWaESfL*^ (#fi6 OkghLT 

) HS:l:NK4*3-KtSDNA©tfl:Lti|SjO. 0 1-2 0 

00m g> ^L<li0. 1-10 OmgTNfcSo ffeOSfrtW^fc, #16 0 

[0 0 5 33 

fl&^»^t±IISFO«P«ii6(|, ES»J, ^#?p$iJ> 7#h— >*R*t fcti/ 
[0 0 5 43 

*»wo*MMtt©*tLTtt. mm*, m®, mm®, mm®, n®, mm 
®, wm.®, ?i®, asm* mm. ni&®, &m®, ±m®, «r 

®, mm®, m mm®.®, wm&n®, mm®, mm®, m%mm, fw, 
m®, w&*)^;<< mm, mmm&m, itmm, mummmm. wm&m 
mm, mn'Axmm, mmwmnm, ^/-v, in)*—?m*mft>tiz> 
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, smm. amm, mmm. *mm> torn, ^y-7wjt-7«t 

[0 0 5 53 

(Osier-Webber) fiftp, ^jKOltilA, 3MffilL*3«&. JflLZBStt 
. JfatHIMIM, ifiLWffi, B#£M, WBMIfeM, 

[0 0 5 63 

[0 0 5 73 

[0 0 5 8] 
[H«03 

[0 0 5 93 
(1) NK4cDNA^M 
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Wi s t e r77 >^T»»X(iOMEC^f,, ISOGEN-LS ( 
Nippon Gene Co. , Ltd., Toyama, Japan) &fflv>TmRN A& JjigjtU £*l£<(£ 
ffiLTRT-PCR (reverse transcription / polymerase chain reaction) 
*tTV\ NK4cDNA*JH*Lfco mRNA»«0. 5 /, 1 (l 

5 0ng) , lOXRT-PCRil [5 0 0mM KCL lOOmM Mj * 
-HCl(pH9. 0), 1% Tr i ton X -10 0, 1 5 mM MgCl 
2] 5/1 1, dNTP (2. 5mM) 4 /, K T^v-; 1 ( 1 0 mM) 2 „ 
K ^^--2 (lOmM) 2 M U Ta q # U ^ 9 — (Takara) 0. 5 
/* 1> RNa s i n (Promega) 0. 5^1, ^«*(Takara) 0. 5^ IX 
^DEPCfeIH 2 0 3 5. 2^1^ U 42t 3 0^ 9 51: 5fr 
TXm&KJ&*ff\,^ 9 4°C 3 0#\ 5 5°C 1^ 7 2t 1^<W^;V 
*4 0H*^*U Hl:72tf7^HtNK4cDNA^/: 0 £ 
^^Ltft^NK4cDNA*TA Cloning Kit (Invitrogen) L 
TpCRIlTM^^^ D ^ u pCRI I/NK4**fc 0 ** 

[0 0 6 0J 

(2) m&x.&mur9-ofo§& 

(1) "Pf^LfepCRI I^^-Ka*ai*LftNK4cDNAt|IWI 
* Kpnl/SpelT^ift. T 4 DNA#'j * y -*<Takara)*i«fc J: OAifMI^ 
»&*LfcNK4 cDNAKfM-«r1MBWX XhorcfcSU £J$r* 

Mi) £S*U T4 DNA';f-t'T^UNK4^^-Ad-N 
K4 (0 2) *ftfc 0 

CO 0 6 1] 

(3) OMECOIfiz: 

(^vV^VvAlOOOU/ml, ^y^lmg/ 
ml, r/7*f'jy>B 2. 5^g/ml) mPBS (pH7. 4. 4 
> Nissui Pharmaceutical Co., Ltd., Tokyo, Japan) fc2 0«*Lfco 
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0 2%f^;t-« (Sigma-AldrichCo., St. Louis, MO) *** D 
(Gibco Laboratories Inc., Grand Island, NY) Lfc 
c ^to. 2 5 % f »j ^^XV5mMEDTAm*«t«^Tat?3 
0 * fBm lOo/oOFBS (CSLLtd., Victoria, Australia) ^ DM 
EMJS*-Cft»L fco 5%FBS^DMEM^f 

3 o *ma# lti®* *mm $ # r -9- -f x 5 o „ m o 7 , * * _ 

[0 0 6 2] 

Sw i s s 3 T 30ft (Dainippon Pharmaceutical Co., Ltd; Osaka, Japan 
) *, 4 M g/ m 1 <^ h7^» C (Wako Pure Chemical Industries, Tok 
yo, Japan) ^2^1^ 1 0 % C 0 2 ^E PM**[DMEM»* : 
Ham 's Fig* (Nihonseiyaku, Tokyo, Japan) =3 : l]^tn 6 ^ 
- h (Costar Inc., NY) O****^ 1 X 1 0 5 |f o| SL/;o ±fe 2 Q 
%C02MTEFM*«|CI4, 5%FBS, 5 „ g/ m W 5,3,*,; > (ffako Pu 
re Chemical Industries) % B,g/aH? WiV> (Wako Pure Chemic 
al Industries) , 2 X 1 Q^Mf-J 3 - Ff n-» (Sigma-Aldrich Co. ) , 1 
Ong/mlav^* (Sigma-Aldrich Co. ) , 0. 5 „ g/ m 1 /W Kna/i, 

(Wako Pure Chemical Industries) ,10 0 U/m 1 ^yij ^ 0 . 
lmg/ml*t7^> W 0. 25mg/ml7>7*^^Bti«L 

/Co 

3 Bit, ***»tzmamm*mm* (Human recombinant epidermal growth 
factor : Wako Pure Chemical Industries) 1 0 n g/m 1 **JnLfc 0 7 - 1 
OBffc OMEC^>7^nti«o^^ m *ft**Lfc. IK 

[0 0 6 3] 

(4) 3 7-r>mft| 

m*w« * a.™,. , „ a h (knitted _ type VICR¥L ™ nesh . polyg[ac 

t.n 910;Nithico„, Inc., New Jersey) *. 2 4^^ (Ore iner Bio-one 
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Co., Ltd, Frickenhausen, Germany) <D*j U *<D±iZ, 1 0%FB 

SMDMEMMO. 5ml tfe i fl=l (0# 3 ^ 

*% ; CELLGEN, Koken Corp., Tokyo, Japan) 0.5ml ^l^^L^ 
*?. 3 7W3 0*W»1U ^-^rK'UtVfM*?*,^^* 

[0 0 6 43 

(5) 37-y>y;^fOMECy-f«7)M 

±ia (3) T'#f>^iiOMEC^ 0. 0 5%>V^>-EDTA*ffl 

^rmmmktLKo attutmmmm*. (4) 

Ef±K> 2Xl 0 5i/ cm 2^^ (:iiL/ , o 3 7fP2^3BJ»U 

MtfOMECv^^SEM U^VHMft) BFlf*-C*& 0 H 3J:0, 
^-r/WfOMEC^h^ OMECOttf, 3?-**>**/Wf;R. 

Kf*> JOEL|iSJSM-8 4 0A»^ o 
[0 0 6 53 

(6) 0MEC^Ad-NK4OiA 

(5) ti^/:^^^>#*OMEC^^:2 4^Wf^^ 
2%FBS^DMEM^5 0 0,iaU <2)TffcKLfcA 
d-NK4*, JWSOO^ISOIO^OOMOI "C. 3 7 

■C, 2 *HLhtt***R* % Mtt**WN (ttfll 

) ffi> ±MMcO 1 a c Z«fis?*«« + * E i a, E 1 bXtfE 3fc» 

lAa iacZ.H. Ueno, University of Occupa 
tional and Environmental Health, Fukuoka, Japan) ±fBt Rf^r, 

[0 0 6 63 

(tttftM 1 ) NK4t^KtiD N A#*A S^OMECONK4 ££rf& 
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■Ifl35-m^Mfti2^b (Greiner Bio-one Co. . Ltd) <D 
OMECt2X105ittlLft e 2 % F B S**DMEM«*t 
lml « 7 2«WJj«U ^M5 0 0^n:^LT10, 50, 
1 0 0Xf±2 0 0MOI^Ad-NK4**»3-*fc (A d -NK 4i*AOME 
O .Jftftfe tgm±mitmt)W^, 2%FBS^DMEMlml^x 

***feLfco StMfcLT, Ad-NK4T«ftm^OMEC (Ad-NK 

4moMEO tmmz^mu NK4^i*agu, nk4^j 

, IMMUNUS human HGF enzyme immunoassay kit (Institute of Immunology, Tok 
yo, Japan) £JEv>TM5eL7t 0 

tt**H4 fca^o Ad-NK4iA0MECm «fcf*4 B B fc, MO I 
10 0X(i2 0 0l:^tM>imt^, MOU:»<^ 
fcftTLfco Ad-NK4^iAOMECm NK40WiHfe^ ofc 

[0 0 6 7] 

(ttttfl 2 ) NK4ta-Kt4 DNAm ^/cOMECO^-^y 



ia37-r/t3- h U:2 4^- F^x^K, OMEC£5 X 1 
0(W * Lfc « 72^mmm^ 100MOI-eAd-NK4t«ftS*fc ( 
Ad-NK4fAOMEC) 0 jftftfe JMJtfr*^*^ FEM«*5 0 0 
// 1 *#***fc*ftlLfco 2 4Xl±4 8l*H1k 0. 0 5%-EDTA* 
T*»*»*U *l&««*#f«1t (Coulter counter : Beckman Coul 

ter Inc., CA) *fl|v>TtHi Lfc 0 MItU, A d-NK4***S**v> 0 
MEC (Ad-NK4mOMEC) tn*£**U «Uftft*«-«9L^. ft 

i*tB5Kwt. Ad-NK4*AOMECUd-NK4*»AOMEC- 
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13) NK4^- K-t-^DNA^SX^tL^OMEC^^^^^ 

im*7-Y>*a- y t *l 2*7>W Yv^^jvk, OMEC^lXl 
0S®mmLtz o 7 2tiWg«&, 100MOItAd-NK4M$^: ( 
Ad-NK4«AOMEC) 0 *»±tt*tt * * ^ 2%FBS*«* 

nDMEMlm 1 *#***fc*il!Lfc. S^3 BfcOJfr*jLi»*# 
ttU dOJi«f (N K 4 — s up) *MflIfllKKfc:jBV>& e &ff#H«KKC|i 
, 24^x;^>.;W^^> mf , w ^ (24-well Matrigel 
Invasion double chamber : Becton Dikinson, Bedfold, MA) *J§v>fc. 
HGF*I4t*l:h«i*ifi (MRC-5 : RIKEN Cell Bank, Ibaraki, 
Japan) ±fS^ h i; ^,wf >^ *; a >,t-. or * y y 

K«*i*10%FBS^rDMEMfc, 1. 5X 1 0 5i/ cm 2 m 
«Lfc 0 2 4»Hm ^2%FBS^DMEM^U: 0 2%F 
BS**DMEM (ftffi) XttJ:BNK4-8np(:|MLfc MWifi ( Su 
IT-2XliAsPC-l :H. Iguchi, National Kyushu Cancer Center, Fuku 
oka, Japan) v f y ^ 9 t >;t^o>f ? ^ 

»**H6fc*-*- 0 2%FBS^DMEM (MM) ICM^NHMUUt 
™K4-supfc^LfclW«|ttfc*|c, MRC-5*ffftT (MR C — 
5 (-) ) -c»i, IW*«l»OM«<Rft<^ tt% ^ji fetLJfc ^ 0 ^ M 
RC " 5 * 4T (MR C — 5 ( + ) ) -CI4, MRC-5*ff«T (MRC-5 ( 

-) ) Kit^ mmmm&«>9M#M.(>>tL, *<om*mmk<DmmtsviT- 

2«^T«tT*ofc. tiifctfU NK4-supl« L /:ilii 
Ift-Ctt, SUIT-2MAsPC-UU:, ft*«W»OJiAi4>« L < giffl 
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[0 0 6 9J 

(mmm 1 > mm^mm^N k 4 m&. 

* i!^r^ <b ^^ ^co., w.. saga , Japan) ^ 

DMEM 5Ml : iS UA s PC- lgB3 xi06 fl , 
»WU Mttttt. A.PC-ldWMuBfc JJBMW-WMIL 
*WMi «BMIi»:»-3)XttJi*wii 0fcWH»:n-3) * n 

<***: a-s) tf»u ft . w, 1MjtW)Ie 

• LftWtPBS^WIMt nPAn, 77 - ri%EIPA (upSTATC 

T 7A8,Na (WakoPure Chemical Industries) , 
* 7 ™'' fl ' (Phenylmethylsulfonyl fluor 
•de: WakoPure Chemical Industries) jifflv>T* t y + «L «i«io 

■*»&««>««»*:. :omu, Wcl , K4mt( el is a*** 
7 cat*-. WMWxtrititti u^feoHg^^ ONK 4 (± 0 

***NK4tt, 1 5 5. 8 5 ± 6 0. 83 n 8 /t,^ a (g) ^ 

*T* 9 . * B NdHeflWMW) K«* * *tT v» * £ t s 
[0 0 7 0] 

(XJtffl 2 ) tt^»J^i^f,i^g W 

MMilkPWI^ ^K,^,: fif ^ Uo A S PC-1|| M 3 
-tMKMft^fWILfcWWii 0WMIHP:a-5)Xl**ifc«i (Jt 
n=5) il^mit, WWJWttOATlC« i tL J N ** 
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o mstm i i osflim s b Rzf 5 b e ^ * - K ^ * * omjhh* * 

fcLfco ft> ¥*WI±SD-e*Lfc (* ; p<0. 0 5) 0 

5*6) (mm2) = 0 . 5 2X (ipg[mm]) 2 X («$[ mm ]) 

[0 0 7 1J 

mmm 3 ) ajg^r «j * m ^ * jfattgr&nffli 

** WlfcH *^ ^-^^^M**«JftLfco AsPC-lWi3 
BiL ±e«MTf»Lfca&fli GKftfliff: n = 4) XliJtttW 1 at 
n = 4) ft, ®l^«m^ iii^ftTK^Lfc, *f 
JRfcLT, AsPC-liMSlLmof OktJfRW: n = 3) *fl*Lfc 
o AsPC-lifiMHHft, ^^^^L7-M^^^M^ fi ^ 
U *£LfcilL*fc*tHILfco ^Wt^SBiTCK^ #^«t 

*Wtfc|lJ(W*^97^>|ilsgU «JWifr»C7*>^r9>hH^ (von 
Willebrand factor : DAK0 Co., CA) KJttin^'^D^tWtftt 
DABW + y^^# (DAB-peroxidase complex) *ffiv»T«rfeL 

fc- 0«T (x 2 o o«) T?tf^***WttLfc 0 ff, #a&«i±. ¥*« 
±SD^U (* ; p< 0 . 0 5) 

10 0 7 2] 
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I0 0 7 3J 

SEQUENCE LISTING 
<110> Kringle pharma CO. , LTD. 
<110> Nakamura, Toshikazu 

<120> A pharmaceutical composition comprising cells 

<130> DK12J938 

<160> 4 

<210> 1 

<211> 1341 

<212> DNA 

<213> Homo sapiens 

<400> 1 

caaaggaaaa gaagaaatac aattcatgaa ttcaaaaaat cagcaaagac 50 
taccctaatc aaaatagatc cagcactgaa gataaaaacc aaaaaagtga 100 
atactgcaga ccaatgtgct aatagatgta ctaggaataa aggacttcca 150 
ttcacttgca aggcttttgt ttttgataaa gcaagaaaac aatgcctctg 200 
gttccccttc aatagcatgt caagtggagt gaaaaaagaa tttggccatg 250 
aatttgacct ctatgaaaac aaagactaca ttagaaactg catcattggt 300 
aaaggacgca gctacaaggg aacagtatct atcactaaga gtggcatcaa 350 
atgtcagccc tggagttcca tgataccaca cgaacacagc tttttgcctt 400 
cgagctatcg gggtaaagac ctacaggaaa actactgtcg aaatcctcga 450 
ggggaagaag ggggaccctg gtgtttcaca agcaatccag aggtacgcta 500 
cgaagtctgt gacattcctc agtgttcaga agttgaatgc atgacctgca 550 
atggggagag ttatcgaggt ctcatggatc atacagaatc aggcaagatt 600 
tgtcagcgct gggatcatca gacaccacac cggcacaaat tcttgcctga 650 
aagatatccc gacaagggct ttgatgataa ttattgccgc aatcccgatg 700 
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gccagccgag gccatggtgc tatactcttg accctcacac ccgctgggag 750 

tactgtgcaa ttaaaacatg cgctgacaat actatgaatg acactgatgt 800 

tcctttggaa acaactgaat gcatccaagg tcaaggagaa ggctacaggg 850 

gcactgtcaa taccatttgg aatggaattc catgtcagcg ttgggattct 900 

cagtatcctc acgagcatga catgactcct gaaaatttca agtgcaagga 950 

cctacgagaa aattactgcc gaaatccaga tgggtctgaa tcaccctggt 1000 

gttttaccac tgatccaaac atccgagttg gctactgctc ccaaattcca 1050 

aactgtgata tgtcacatgg acaagattgt tatcgtggga atggcaaaaa 1100 

ttatatgggc aacttatccc aaacaagatc tggactaaca tgttcaatgt 1150 

gggacaagaa catggaagac ttacatcgtc atatcttctg ggaaccagat 1200 

cgaagtaagc tgaatgagaa ttactgccga aatccagatg atgatgctca 1250 

tggaccctgg tgctacacgg gaaatccact cattccttgg gattattgcc 1300 

ctatttctcg ttgtgaaggt gataccacac ctacaatagt c 1341 

<210> 2 
<211> 1326 
<212> DNA 

<213> Homo sapiens 
<400> 2 

caaaggaaaa gaagaaatac aattcatgaa ttcaaaaaat cagcaaagac 50 

taccctaatc aaaatagatc cagcactgaa gataaaaacc aaaaaagtga 100 

atactgcaga ccaatgtgct aatagatgta ctaggaataa aggacttcca 150 

ttcacttgca aggcttttgt ttttgataaa gcaagaaaac aatgcctctg 200 

gttccccttc aatagcatgt caagtggagt gaaaaaagaa tttggccatg 250 

aatttgacct ctatgaaaac aaagactaca ttagaaactg catcattggt 300 

aaaggacgca gctacaaggg aacagtatct atcactaaga gtggcatcaa 350 

atgtcagccc tggagttcc atgataccac acgaacacagc tatcggggta 400 

aagacctaca ggaaaacta ctgtcgaaat cctcgagggga agaaggggga 450 

ccctggtgtt tcacaagca atccagaggt acgctacgaag tctgtgacat 500 
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tcctcagtgt tcagaagtt gaatgcatga'cctgcaatggg gagagttatc 550 

gaggtctcat ggatcatac agaatcaggc aagatttgtca gcgctgggat 600 

catcagacac cacaccggc acaaattctt gcctgaaagat atcccgacaa 650 

gggctttgat gataattat tgccgcaatc ccgatggccag ccgaggccat 700 

ggtgctatac tcttgaccc tcacacccgc tgggagtactg tgcaattaaa 750 

acatgcgctg acaatacta tgaatgacac tgatgttcctt tggaaacaac 800 

tgaatgcatc caaggtcaa ggagaaggct acaggggcact gtcaatacca 850 

tttggaatgg aattccatg tcagcgttgg gattctcagta tcctcacgag 900 

catgacatga ctcdtgaaa atttcaagtg caaggacctac gagaaaatta 950 

ctgccgaaat ccagatggg tctgaatcac cctggtgtttt accactgatc 1000 

caaacatccg agttggcta ctgctcccaa attccaaactg tgatatgtca 1050 

catggacaag attgttatcg tgggaatggc aaaaattata tgggcaactt 1100 

atcccaaaca agatctggac taacatgttc aatgtgggac aagaacatgg 1150 

aagacttaca tcgtcatatc ttctgggaac cagatgcaag taagctgaat 1200 

gagaattact gccgaaatcc agatgatgat gctcatggac cctggtgcta 1250 

cacgggaaat ccactcattc cttgggatta ttgccctatt tctcgttgtg 1300 

aaggtgatac cacacctaca atagtc 132 6 

<210> 3 
<211> 447 
<212> PRT 
<213> Homo sapiens 
<400> 3 

Gin Arg Lys Arg Arg Asn Thr He His Glu Phe Lys Lys Ser Ala Lys 

1 5 io 15 

Thr Thr Leu He Lys He Asp Pro Ala Leu Lys He Lys Thr Lys Lys 

20 25 30 

Val Asn Thr Ala Asp Gin Cys Ala Asn Arg Cys Thr Arg Asn Lys Gly 
35 40 45 
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Uu Pro Phe Thr Cys Lys AU Phe Val P he Asp Lys A.a Arg Lys Gin 

50 k 

Di> 60 

Cys Leu Trp P he P r0 P he As„ Ser Met Ser Ser Gly Val Lys Lys Clu 



70 



75 



Phe Gly His Glu Phe Asp Leu Tyr Glu Asn Lys Asp Tyr II 



85 



90 



80 

e Arg Asn 
95 



Cys He He Gly Lys Gly Arg Ser Tyr Lys Gly Thr Val Ser He Thr 

Lys Ser Gly Il e Lys Cys Gin Pro Trp Ser Ser Met He Pro His Glu 

115 120 125 

His Ser Phe Leu Pro Ser Ser Tyr Ar g Gly Lys Asp Leu Gin Glu Asn 

135 140 
Tyr Cys Arg Asn Pro Arg Gly Glu Glu Gly Gly P r0 Trp Cys Phe Thr 

Ser Asn Pro Glu Val Arg Tyr Glu Va. Cys Asp He Pro Gin Cys Ser 

165 170 175 

Glu Va. Glu Cys Met Thr Cys Asn Gly Glu Ser Tyr Arg Gly Leu Met 

180 ,or 

185 19Q 
Asp His Thr Glu Ser G.y Lys I,e Cys Gin Arg Trp Asp His Gin Tnr 

195 200 205 

Pro His Arg His Lys Phe Leu Pro Glu Arg Tyr Pro Asp Lys Gly Phe 

215 220 
Asp Asp Asn Tyr Cys Arg Asn Pro Asp Gly Gin Pro Arg Pro Trp Cys 



235 



Tyr Thr Leu Asp Pro His Thr Arg Trp Glu Tyr Cys Ala II 



245 



250 



Cys Ala Asp Asn Thr Met Asn Asp Thr Asp Val 



260 



265 



240 
e Lys Thr 
255 

Pro Leu Glu Thr Thr 
270 



Glu Cys He Gin Gly Gin Gly Glu Gly Tyr Arg Gly Thr Val Asn Thr 



36/ 
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275 



280 



285 



He Trp Asn Gly He Pro Cys Gin Arg Trp Asp Ser Gin Tyr Pro His 

290 295 300 

Glu His Asp Met Thr Pro Glu Asn Phe Lys Cys Lys Asp Leu Arg Glu 



310 



315 



Asn Tyr Cys Arg Asn Pro Asp Gly Ser Glu Ser Pro Trp Cys 



325 



330 



320 
Phe Thr 
335 



Thr Asp Pro Asn He Arg Val Gly Tyr Cys Ser Gin He Pro Asn Cys 



340 



345 



350 



Asp Met Ser His Gly Gin Asp Cys Tyr Arg Gly Asn Gly Lys 



355 



Asn Tyr 



360 



Met Gly Asn Leu Ser Gin Thr Arg Ser Gly Leu Thr Cys Ser Met Trp 

370 o 7 c P 

675 380 

Asp Lys Asn Met Glu Asp Leu His Arg His He Phe Trp Glu Pro Asp 



395 



Ala Ser Lys Leu Asn Glu Asn Tyr Cys Arg Asn Pro Asp 



405 



410 



400 

Asp Asp Ala 
415 



His Gly Pro Trp Cys Tyr Thr Gly Asn Pro Leu He Pro Trp Asp Tyr 

420 425 430 

Cys Pro He Ser Arg Cys Glu Gly Asp Thr Thr Pro Thr He Val 



435 

<210> 4 
<211> 442 
<212> PRT 
<213> Homo sapiens 
<400> 4 



440 



445 447 



Gin Arg Lys Arg.Arg Asn Thr He His Glu Phe Lys Lys Ser Ala Lys 



10 



15 
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Thr Thr Leu He Lys He Asp Pro Ala Leu Lys He Lys Thr Lys Lys 

20 25 30 

Val Asn Thr Ala Asp Gin Cys Ala Asn Arg Cys Thr Arg Asn Lys Gly 

35 40 45 

Leu Pro Phe Thr Cys Lys Ala Phe Val Phe Asp Lys Ala Arg Lys Gin 

50 55 60 

Cys Leu Trp Phe Pro Phe Asn Ser Met Ser Ser Gly Val Lys Lys Glu 



70 



75 



Phe Gly His Glu Phe Asp Leu Tyr Glu Asn Lys Asp Tyr He Arg 



80 
Asn 



85 



90 



95 



Cys He He Gly Lys Gly Arg Ser Tyr Lys Gly Thr Val Ser He Thr 



100 



105 



110 



Lys Ser Gly He Lys Cys Gin Pro Trp Ser Ser Met He Pro His Glu 



115 



120 



125 



His Ser Tyr Arg Gly Lys Asp Leu Gin Glu Asn Tyr Cys Arg Asn 



130 



Pro 



135 



140 



Arg Gly Glu Glu Gly Gly Pro Trp Cys Phe Thr Ser Asn Pro Glu Val 

Arg Tyr Glu Val Cys Asp He Pro Gin Cys Ser Glu Val Glu Cys Met 

165 17 <> 175 

Thr Cys Asn Gly Glu Ser Tyr Arg Gly Leu Met Asp His Thr Glu Ser 

180 185 190 

Gly Lys He Cys Gin Arg Trp Asp His Gin Thr Pro His Arg His Lys 

195 200 205 

Phe Leu Pro Glu Arg Tyr Pro Asp Lys Gly Phe Asp Asp Asn Tyr Cys 

215 220 



210 



Arg Asn Pro Asp Gly Gin Pro Arg Pro Trp Cys Tyr Thr Leu Asp Pro 
225 230 235 240 

His Thr Arg Trp Glu Tyr Cys Ala He Lys Thr Cys Ala Asp Asn Thr 
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245 250 255 

Met Asn Asp Thr Asp Val Pro Leu Glu Thr Thr Glu Cys He Gin Gly 

260 265 270 

Gin Gly Glu Gly Tyr Arg Gly Thr Val Asn Thr He Trp Asn Gly He 

275 280 285 

Pro Cys Gin Arg Trp Asp Ser Gin Tyr Pro His Glu His Asp Met Thr 

290 295 300 

Pro Glu Asn Phe Lys Cys Lys Asp Leu Arg Glu Asn Tyr Cys Arg Asn 
305 310 315 320 

Pro Asp Gly Ser Glu Ser Pro Trp Cys Phe Thr Thr Asp Pro Asn He 

325 330 335 

Arg Val Gly Tyr Cys Ser Gin He Pro Asn Cys Asp Met Ser His Gly 

340 345 350 

Gin Asp Cys Tyr Arg Gly Asn Gly Lys Asn Tyr Met Gly Asn Leu Ser 

355 360 365 

Gin Thr Arg Ser Gly Leu Thr Cys Ser Met Trp Asp Lys Asn Met Glu 

370 375 380 

Asp Leu His Arg His He Phe Trp Glu Pro Asp Ala Ser Lys Leu Asn 
385 390 395 400 

Glu Asn Tyr Cys Arg Asn Pro Asp Asp Asp Ala His Gly Pro Trp Cys 

405 410 415 

Tyr Thr Gly Asn Pro Leu He Pro Trp Asp Tyr Cys Pro He Ser Arg 

420 425 430 

Cys Glu Gly Asp Thr Thr Pro Thr He Val 
435 440 442 



<210> 5 
<211> 20 

<212> Artificial sequence 
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<213> 
<400> 5 . 

agtagggtgg atggttagtt 20 

<210> 6 
<211> 20 

<212> Artificial sequence 

<213> 

<400> 6 

tacaacttgt atgtcaaaat 20 

%> o 

[®43 a d — n k 4 zmxztitzOME conk 4 ^-m^^m^mt t i> 

[053 OMECcDifattc^t^ Ad-NK4SAOf^#?:^-r[iI-e^^> 

o 

[E163 Ad-NK4 ?:^A$tt/iOMEC^ib^$tL^NK4^J:^, N 

Bmmmj\mmwm<D^Z7jk-rmx$> & 0 

^tWif on k 4 jtJg&^1-|lI-e&&o 

[m83 mi&^mm<D-m%&w.Ltzmm*r)\'^v *\zi$w2>, mmfa 
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^-*J: 4i/E 



3 OME C 

4 Ad-NK4#fA$»ifcOMEC 

5 m^mm (nk4) 
6 

7 m.m 



tBIE# 200 4- 3014301 




1/ 
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